The stable differentiated human colonic epithelial cell line, HT29-Cl.16E, was used to study the effects of interleukin-1 (IL-1) on mucin exocytosis. The main findings include: (a) IL-1 stimulated a rapid release of mucin from filter grown HT29-Cl.16E cells, this effect being dose related; (b) Here we show that IL-1 induces a rapid and dose related exocytotic release of mucins from HT29-CI.6E cells, and that this effect is mediated by IL-1 receptors type I located at the basolateral surface of these cells. The cells were then rinsed and incubated for 15 minutes in the presence of IL-1. The incubation medium was then removed by a pipette and the monolayer was rinsed with the 240 on January 16, 2020 by guest. Protected by copyright.
The cells were then rinsed and incubated for 15 minutes in the presence of IL-1. The incubation medium was then removed by a pipette and the monolayer was rinsed with the spent medium to remove adherent mucins. The collected medium was then dialysed against distilled water, and mucins were measured as 3H-labelled macromolecules trapped at the stacker-gel/interface of 3% polyacrylamide gels, as previously described.6
RNA extraction and reverse transcriptasepolymerase chain reaction (RT-PCR) Total cellular RNA was extracted from HT29-Cl. 1 6E cells with RNAzol (Bioprobe, Montreuil, France), in a one step procedure according to the manufacturer's instructions.
Ten Kug of total RNA was reverse transcribed using oligodT1, 18 primer (Clontech). Five gl of the resulting cDNA was submitted to PCR using specific primers for IL-1 receptors type I from Clontech (sense: 5'-ACA CAT GGT ATA GAT GCA GC-3', and antisense: 5'-TTC CAA GAC CTC AGG CAA GA-3'). Amplification was performed for 30 cycles in an automated thermal cycler (Hybaid) ( dose related for both IL-1a and IL-1 P (Fig 1) .
At its maximal effective concentration (10-9 M), IL-1 elicited a 1-7 to twofold stimulation of 3H-mucin release. implication of these receptors in IL-1 action on HT29-Cl. 1 6E cells. To this end, HT29-Cl. 16E monolayers were preincubated for 90 minutes in the presence of M4 (5 ,ug/ml) and then challenged with IL-1 for 15 minutes. In such conditions, the stimulatory effect of IL-1 was completely abolished by M4 antibody (Fig 2) . The finding that the exocytotic response to vasoactive intestinal peptide remained unchanged in the presence of M4 antibody (Fig 2) is a clear indication that the antibody added to the incubation medium did not exert in itself a non-specific inhibition of the exocytotic response.
As several studies have shown that most neuroendocrine receptors are restricted to the basolateral membrane facing the internal medium, it was important to examine the location of the receptors for the cytokine IL-1. For this reason, HT29-Cl. 1 6E monolayers were cultured in chambers, which permits the incubation of the cytokine either at the apical (mucosal) or basolateral (serosal) pole of the cells. In such conditions, IL-1 stimulated 3H-mucin exocytosis when added to the basolateral reservoir mean (SEM) 153% (13%) of baseline secretion, n=4 monolayers), whereas it had no effect when added to the apical reservoir (97% (5%) of baseline secretion, n=4 monolayers).
Finally, the presence of mRNA coding for IL-1 receptors type I was determined using RT-PCR. Figure 3 shows a representative experiment where RT-PCR performed on RNA extracted from confluent HT29-Cl.16E monolayers generated a 300 bp product (lane 5) , the specificity of which was confirmed by Southern blot analysis, using an IL-1 receptor type I cDNA probe. Figure 3 also 
